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Supplemental Experimental Procedures
Intratracheal Adeno-Cre virus administration Seven-week old mice were treated with cyclosporine A (Novartis) orally in the drinking water, 1 week prior to adenovirus administration and 2-3 weeks following adenovirus infection. Mice were intratracheally intubated with 20 l of purified Adeno-Cre viruses. High titre Ad5-Cre viruses were used for experiments involving Rosa26R-LacZ and mT/mG reporter animals: Ad5-CC10-Cre virus; 1.5 x 10 9 PFU injected, Ad5-SPC-Cre virus; 2.5 x 10 9 PFU injected and Ad5-CGRP-Cre virus; 1.5 x 10 9 PFU injected. A titre of 5 x 10 8 was used for experiments involving Rosa26R;Trp53
F/F animals. A number of Rosa26R;Trp53 F/F ;Rb1 F/F animals were also injected with a higher titre: 1.5 x 10 9 for Ad5-CC10-Cre and Ad5-CGRPCre viruses, and 2.5 x 10 9 for Ad5-SPC-Cre virus.
Naphthalene administration Adult (7-8 wk) mice were injected i.p with 250 mg/kg naphthalene (Sigma) dissolved in corn oil (Sigma). Control animals were injected i.p with 100 l per 10 grams corn oil (Sigma).
Histology and Immunohistochemistry
For histological analysis, lungs were inflated with ethanol-acetic acid-formalin (EAF) and fixed for 24 hr in EAF. Fixed tissues were subsequently dehydrated, embedded in paraffin and sections (4 m) prepared and stained by haematoxylin and eosin (H&E). For immunohistochemistry, tissue sections were re-hydrated, blocked in BSA containing PBS and sequentially incubated with specific primary antibodies and with biotinylated secondary antibodies. Streptavidin-peroxidase (DAKO) or Powervision TM Poly-HRP (Leica Microsystems), were used for visualization and diaminobenzidine as a chromagen (DAKO). The following antibodies were used against: anti-Ncam1 (rabbit polyclonal, 1:600, Millipore), anti-synaptophysin (rabbit polyclonal, 1:200, DAKO), anti-pro-SPC (rabbit polyclonal, 1:2000, Chemicon), anti-CCSP (goat polyclonal, 1:10,000), Ki67 (rat monoclonal, 1:50, DAKO), Cytokeratin 8 (rat monoclonal, 1:125, Developmental Studies Hybridoma Bank), F4-80 (rat monoclonal, 1:400, AbD Serotec), and vimentin (guinea pig polyclonal, 1:200, Fitzgerald).
Immunofluorescence microscopy
For immunofluorescence microscopy, Ad5-Cre-infected mT/mG mice were transcardially perfused with physiological solution. Lungs were intratracheally fixed with 4% paraformaldehyde (PFA) in 0.1 M phosphate buffer, pH 7.4, excised and further immersion fixed with PFA. After rinsing in PBS, lung were stored overnight in 30% sucrose (in PBS, 4C) and mounted in cryomatrix. Immunocytochemical staining was performed using: anti-CCSP (goat polyclonal), anti-pro-SPC (rabbit polyclonal, Chemicon), anti-synaptophysin (Syn, Guinea-pig polyclonal, Synaptic Systems), and Calcitonin gene-related peptide (CGRP, rabbit polyclonal, Sigma). Primary antibodies were detected using appropriate fluorochrome-labelled secondary antibodies and sections were mounted in citifluor. All detailed images are single optical sections obtained using a microlens-enhanced dual spinning disk confocal microscope (UltraVIEW, PerkinElmer) equipped with an argon-krypton laser source with three excitation lines (488, 568 and 647 nm) for excitation of GFP, Cy3/Tomato red and Cy5, respectively.
Whole-mount tissue staining for -galactosidase activity Lung tissue from Rosa26R;Trp53 F/F ;Rb1 F/F and Rosa26R-LacZ reporter mice were removed, inflated and fixed in 2% (w/v) paraformaldehyde; 0.25% gluteraldehyde; 0.01% (v/v) Nonidet P-40 (NP-40) in phosphate buffered saline (PBS) for 2 hr at room temperature. After washing in wash buffer (PBS; 2mM MgCl 2 ; 0.01% (v/v) sodium deoxycholate; 0.2% (v/v) NP-40), whole lung tissues were incubated in 5-bromo-4-chloro-3-indolyl -D-galactosidase (X-gal) staining solution overnight at 37C as essentially described (Sum et al., 2005) . Three sections were prepared, 50 m apart, stained with nuclear fast red and examined by light microscopy.
PCR analysis and recombination
In order to verify Cre-mediated recombination of Trp53 and Rb1 alleles, genomic DNA was isolated from lung tumor lesions and liver metastasis of Ad5-Cre-infected Rosa26R;Trp53
F/F mice using standard procedures. PCR was performed essentially as previously described (Meuwissen et al., 2003) . For detecting Trp53 allele recombination, PCR yields a 212 bp fragment for the flozed (F), unrecombined allele, and a 168 bp fragment for the recombined or deleted () allele. For detecting Rb1 allele recombination, PCR yields a 283 bp product for the unrecombined (F) allele, and a 260 bp product for the recombined () Rb1 allele.
Gene Expression analysis
Total RNA was isolated from primary mouse lung tumors using TRIzol reagent (Life Technologies) according to the manufacturer's instructions, and then treated with DNA-free TM Kit (Ambion). cDNA was prepared using the 1 st Strand cDNA Synthesis Kit for RT-PCR (AMV) (Roche), according to the manufacturer's specifications. For real-time PCR, cDNA was subjected to 40 cycles of amplification using either the Applied Biosystems TaqMan gene expression assays (Sftpc, Mm00488144_m1; Scgb1a1, Mm00442046_m1; Calca, Mm00801463_g1 and Hprt1, Mm00446968_m1) or the Applied Biosystems SYBR Green expression assay (Trp53: 5'-AAGATCCGCGGGCGTAA-3' and 5'-CATCCTTTAACTCTAAGGCCTCATTC-3', Rb1: 5'-TCTACCTCCCTTGCCCTGTTT-3' and 5'-CAGAAGGCGTGCACAGAGTGT-3' and 5'-CAGAAGGCGTGCACAGAGTGT-3', Gapdh: 5'-GCCAAGGTCATCCATGACAACT-3' and 5'-GAGGGGCCATCCACAGTCTT-3', and Hprt: 5'-CTGGTGAAAGGACCTCTCG-3' and 5'-TGAAGTACTCATTATAGTCAAGGGCA-3'), as per the manufacturer's instructions.
